Preparation of T. pallidum Suspension
Source. T. pallidum organisms were extracted from rabbit testicular syphilomata as recommended for the Treponema pallidum Immobilization (TPI) test (U.S. Public Health Service, 1964) , by using 0-15 M NaCl instead of the usual TPI test medium. The extract was centrifuged for 5 min. at 650 RCF to free the suspension of gross tissue debris. The supematant fluid provided the control treponeme suspension.
Enumeration. The number of organisms per ml. was determined by the method of Morgan and Vryonis (1938) as follows: 10 ,ul. were placed on a slide and covered with a 22 x 22-mm. coverslip so that the fluid was evenly distributed and devoid of air bubbles. The calculated fluid depth was 0-0207 mm. The diameter of the microscopic field, which varies with each microscope, was determined by use of a slide micrometer to be 0-41 mm. From these data the volume of fluid per field was calculated to be 2-73 x 10-6 ml., and one organism per high dry field (hdf) (440X) (Deacon and Hunter, 1962; Meyer and Hunter, 1967 It is shown in Table II that the recovery of T. pallidum increased with increments of centrifugation time at 13,160 RCF. The data demonstrate that the number of treponemes recovered at 13,160 RCF increased very little with time after 30 min. of centrifugation. Analysis of variance of samples centrifuged at 13,160 RCF for 3, 10, 30, 60, and 120 min. showed variance significant beyond the 0*001 level for the FA and darkfield procedures; furthermore, comparison of samples centrifuged for 3, 10, and 30 min. showed variance significant beyond the 0*001 level for both procedures, but comparison of samples centrifuged for 30, 60, and 120 min. showed no significant variance for either procedure. Table III shows that there was an appreciable increase in treponemal recovery when the centrifuged suspension was dispersed with the inner surface of the Critocap. It is apparent that many organisms adhere to the Critocap surface, and more of these are recovered if firm pressure is applied to the Critocap and a circular motion is used to disperse the adhered and packed sediment. Analysis of variance of samples drawn from the four tube (Deacon and Hunter, 1962; Meyer and Hunter, 1967) , the conjugate becomes highly specific, in our opinion, for the identification of T. pallidum by the direct FA method. Also, in our opinion, when morphology is supported by immunofluorescence, the FA method is more reliable than darkfield identification based on spiral appearance without motility.
Preliminary centrifugation studies demonstrated the need for the maximum RCF attainable with the microhaematocrit centrifuge (Table I) , and also that centrifugation for periods longer than 30 min. resulted only in minor increases in the number of organisms recovered (Table II) . By darkfield enumeration, the organisms recovered in the sediment after centrifugation for 30 min. at 13,160 RCF, shown in all three tables, was 50-55 per cent. of the calculated number in the 60-,ul. sample of the control treponeme suspension. However, a considerable number of organisms adhered to the Critocap surface, and when they were suspended in the 10 ,ul. containing the sediment the recovery increased to 89'9 per cent. (Table III) .
The maximal recovery of organisms detected with the FA method was 22-9 per cent. (Table III) 
